Four of eight mycobacteriophages did not form plaques after they were exposed to chloroform. Phages sensitive to chloroform did not produce plaques when plated on media containing Iooo/zg/ml of streptomycin sulphate. The same concentration of dihydrostreptomycin sulphate did not interfere with plaque formation. Mutants of Mycobacterium smegmatis resistant to each of the eight phages were isolated. Sensitivity or resistance to chloroform and streptomycin sulphate and phage resistant bacterial mutants may provide a basis for classifying the mycobacteriophages.
The mycobacteriophages, unlike most other bacteriophages, have been reported to be inactivated by chloroform (Bowman, 1969; Jones et al. I97O; Sellers & Tokunaga, ~97o) ; however, mycobacteriophage 63oB has recently been reported to be chloroform resistant (Jones & Greenberg, 1977) . A comparison of chloroform sensitive phage D29 and chloroform resistant phage 63oB showed that IOOO/zg/ml of streptomycin sulphate (SM) completely inhibited plaque formation by phage D29 but did not interfere with plaque formation by phage 63oB. These readily measurable parameters may be useful to classify the mycobacteriophages into two groups.
M. smegmatis 607 SM r, a mutant of M. smegmatis ATCC 607, resistant to IOOO #g/ml streptomycin, was used throughout the study as the phage host indicator strain. The mycobacteriophages used are listed in Table I .
Mycobacterial cultures were grown in 7H9 broth base (Difco) supplemented with Middlebrook ADC enrichment (Difco) and o'5 ~ Tween 8o. The soft agar overlay method of Adams (I959) was used. The hard basal medium was Dubos oleic agar base (Difco) supplemented with oleic acid-albumen complex (Difco), hereafter referred to as OAA agar. The soft agar overlays were prepared using Dubos broth base (Difco), without Tween 80, supplemented with o'7 ~ agar (Jones & White, 1968 ) . When appropriate, dihydrostreptomycin sulphate (DHSM) or SM was incorporated into the OAA agar at a concentration of IOOO/~g/ml.
Three soft agar overlays were inoculated with 0"3 ml of bacterial suspension for each phage to be tested for streptomycin sensitivity. One batch of soft agar was poured on to OAA agar without drug, one on to OAA agar containing IOOO/~g/ml of DHSM, and one on to OAA agar containing IOOO/zg/ml of SM. Each phage lysate to be tested was prepared in several Io-fold dilutions and o-oI ml of each dilution was spotted on to each of the three OAA agar plates. These were scored for plaque formation or clearing after 24 and 48 h of incubation at 37 °C. All eight phages formed plaques equally in the presence or absence of DHSM; however, phages D29, F-WJ-I, Legendre and Clark did not produce plaques in the presence of SM. Phages 63oB , Rabinowitch, L-I and I3 produced plaques equally well in the presence or absence of SM (Table I) . Short communications The effect of SM on the absorption of each of the phages was determined with the procedures described earlier (Jones & David, I97I ) by assaying for free phage. The presence of Iooo/zg/ml SM completely inhibited the adsorption of the SM sensitive phages but had no effect on the adsorption of the SM resistant phages.
Each of the eight phages was exposed to chloroform for IO min and assayed for surviving plaque forming units/ml (p.f.u./ml) as described earlier (Jones et al. I97o) . The four phages that were SM resistant were also chloroform resistant, and the four SM sensitive phages were also chloroform sensitive (see Table I ).
Mutants of M. smegmatis 6o7 were isolated that were resistant to each of the phages because of the failure of the phage to adsorb. Each mutant was tested for free phage, lysogeny and sensitivity to the respective phage, and was then tested for resistance to the remaining seven phages. The results are listed in Table z . Cross-resistance occurred between 63oB and phage Rabinowitch and their bacterial mutants. Also phage F-WJ-I lysed 6o7rD29, but phage Dz 9 did not lyse 6o7rF-WJ-i.
The eight phages used in this study were chosen because they had been used in studies on virus-host relationships or in the phage typing of M. tuberculosis isolates. In this study, we have shown that they form two classes on the basis of their sensitivity to both
